 Washing buffer -concentrated 20X
-1 x 60 mL  Conjugate: anti-Salmonella antibodies conjugated to peroxydase -ready to use -1 x 16 mL  Substrate: TMB -ready to use -1 x 57 mL  Stop solution: H2SO4 -ready to use -1 x 57 mL  Extraction reagent -ready to use -1 x 12.5 mL
Equipment required but not provided
For sample and reagent preparation: Contaminated material should be disposed according to local, state and federal regulations.
ASSAY MODIFICATION SINCE LAST RENEWAL
An optional subculture in RVS with novobiocin was added to the enrichment procedure.
TEST PROCEDURE

Preparation of reagents
Important: Allow the reagents to come to room temperature (15 -30 °C). Remove them from the box at least one hour before use.
Have all reagents and samples ready for use so that the various materials can be added to the wells without delay.
Shake each vial manually or with a Vortex before use.
Do not interchange reagents between kits with different batch numbers.
Preparation of the BPW, RVS enrichment broth and plating media
Follow the manufacturer's instructions.
Preparation of the Novobiocin solution (optional, not applicable to PTM 010602)
0.45% Novobiocin solution (optional):
Dissolve 0.225 g Novobiocin sodium salt in 50 mL sterile distilled water. Store away from light at 2 -8 °C.
Dilution of washing buffer 20X
The dilution can be done in advance or during the first incubation step. See Assay Procedure, Step 3.
1. Dilute the washing buffer 20X in distilled water 20-fold by combining 60 mL washing buffer 20X and 1140 mL of distilled water.
2. Mix and fill the washing device.
3. Store the washing buffer 1X at room temperature (15 -30 °C) for 1 month or at 2 -8 °C for a maximum of three months.
Preparation of samples
For preparations of sample suspensions, follow instructions of EN ISO 6887 standards. 
Storage of samples
• If the test cannot be performed immediately after the RVS (or RVS+n) broth incubation time (8 -24 h), incubated broth can be stored up to 48 hours at 2 -8 °C before heat inactivation and ELISA test (this does not apply to the AOAC RI validation as the additional storage was not included in the study). The category "ready-to-eat" and "ready-to-reheat" products are excluded for cold storage for RVS+n.
• Do not store the incubated RVS (or RVS+n) medium more than 2 days at 2 -8 °C before performing the confirmation of positive or doubtful results. 
Sample preparation flow charts
Performance characteristics
Specifity
No false positive samples were found in the AFNOR Certification or NordVal validation studies.
Special application
This kit has been validated in-house for TRANSIA Elisamatic (Gemini, ThunderBolt) and TRANSIA 4U, and the results obtained are equivalent to the results obtained using the manual procedure. The protocols are available on request. For further instructions on how to use the kit in the automatic system, see the relevant User's Manual.
An alternate enrichment protocol (TAG 24 Salmonella method, BioControl P/N AK0180) has been certified by AFNOR Certification for the detection of Salmonella spp. in 24 h with TRANSIA PLATE Salmonella Gold (NF Validation Certificate TRA 02/9 -07/07). This certification does not include the use of the Extraction Reagent. See the specific Package Insert of TRANSIA ADDITIVE Salmonella Gold 24 h for further information. The AOAC-RI study showed the high levels of inclusivity (96.1%) and exclusivity (100%) of the assay. The overall method agreement calculated on confirmed results between TRANSIA ® PLATE Salmonella Gold and the ISO 6579:2002 methods was 98.8%.
Validations
With a sensitivity rate of 99.3% and a specificity rate of 97.4% the TRANSIA PLATE Salmonella Gold method appeared to give comparable results to the reference method for the 20 tested matrices (for details on the 20 matrices, see Intended Use, page 1).
Notice:
The reader used to interpret the results of the TRANSIA PLATE Salmonella Gold assay should be routinely calibrated and maintained as specified by the equipment manufacturer and in accordance with the laboratory's quality program.
Appendices
Worksheet -Immunoassay results P/N 56000 511
Result interpretation
Test Validation
 The optical density of the positive control, OD (PC) must be equal to or higher than 0.700.
 The optical density of the negative control, OD (NC) must be equal to or lower than 0.150 (for double beam reading) or 0.200 (for single beam reading).
 If the controls do not meet these requirements, the results are invalid.
Positive threshold
TPSG (BioControl P/N SA0180) Protocol
Calculate the positive threshold as the average of the negative controls plus 0.20: OD (NC1) + OD (NC2)
Positive threshold = + 0.20
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TAG24 Additive (BioControl P/N AK0180) Protocol
If running the TAG24 additive protocol, calculate the positive threshold as the average of the negative controls plus 0.11: OD (NC1) + OD (NC2)
Positive threshold = + 0.11 2
Negative threshold
TPSG and TAG24 Protocol
Calculate the negative threshold as the positive threshold multiplied by 0.9.
Negative samples
The sample is considered negative for Salmonella if its optical density is lower than the negative threshold.
Doubtful samples
The sample is considered as doubtful if its optical density is lower than the positive threshold but equal to or higher than the negative threshold.
This result has to be confirmed by streaking onto selective media plates followed by a biochemical identification (see Confirmation of positive results).
Positive samples
The sample is considered positive for Salmonella if its optical density is equal to or higher than the positive threshold.
Confirmation of positive results
In the context of NF Validation, all samples identified as positive by TRANSIA PLATE Salmonella Gold must be confirmed by one of the following ways:
1) Using the non-heated RVS or RVS+n broth, streak on selective agar plates, followed by biochemical identifications according to EN ISO 6579 (including purification step).
2) Using nucleic probes as described in EN ISO 7218 standard from isolated colonies (including or not the purification step).
3) Using any other NF Validation certified method, the principle of which is different from TRANSIA PLATE Salmonella Gold. The detection protocol of the second validated method shall be followed entirely. All steps that are before the step from which the confirmation is done shall be common to both methods.
In the event of discordant results (presumptive positive with the alternative method, non-confirmed by one of the means described above), the laboratory must follow the necessary steps to ensure validity of the result obtained.
